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Bcl-2 inhibits the caspase-dependent apoptosis induced
by SARS-CoV without affecting virus replication kinetics
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Summary. Vero cells transfected with either neo- or bcl-2-plasmid were infected
with SARS-CoV at a high multiplicity of infection. Apoptosis appeared after the
onset of CPE and completion of virus replication, and could be prevented by
Bcl-2 expression. Apoptosis is likely mediated by the mitochondrial pathway, as
demonstrated by its inhibition using Bcl-2, and by the activation of the caspase
cascade, resulting in PARP cleavage. Prevention of apoptosis did not affect sus-
ceptibility to infection, kinetics and extent of viral replication and release, thus
implying that apoptosis is not involved in facilitating release and/or dissemination
of SARS-CoV in Vero cells.

*

Apoptosis is an important antivirus defence mechanism of host cells, and viruses
have evolved strategies to counteract and regulate apoptosis to maximize the
production of virus progeny, allowing viral spread to neighbouring cells [11].
Several cytopathic viruses are able to affect the apoptotic process either through
induction or inhibition mechanisms, and it is generally believed that apoptosis,
besides necrosis, can mediate the cytopathic effect (CPE) induced by some viruses
[8]. In recent years, many viruses have been found to induce apoptosis during
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replication [11]. The molecular pathways used by viruses to induce apoptosis are
still poorly understood. For some viruses, a viral protein has been identified as an
apoptosis-inducing factor [23, 25]. Alternatively, genes of many DNA viruses have
evolved to encode proteins which suppress or delay apoptosis, thus facilitating the
production of large amounts of progeny virus. For example, the poxvirus crmA
gene product and baculovirus p35 prevent induction of apoptosis through the
inhibition of cell death central effector machinery [5, 26]. Also, over-expression
of the anti-apoptotic gene bcl-2 prevents either the Sindbis virus- or Semliki Forest
virus-induced apoptosis, leading to the establishment of a persistent infection with
increased virus production [13, 14, 22]. The role of apoptosis in the pathogenesis of
coronavirus infections is not completely understood, although many data, obtained
for both animal and human coronaviruses, indicate that apoptosis is associated
with virus replication[1, 2, 4, 6, 9, 10, 12, 15, 19].

The recently discovered coronavirus, responsible for the human severe acute
respiratory syndrome (SARS-CoV) [3, 20], grows faster than other known human
coronaviruses and induces dramatic ultrastructural changes in host cells [17, 21],
but the mechanisms that control the death of infected cells are still poorly under-
stood. Yan et al. [27] have shown that the CPE induced by SARS-CoV in Vero
E6 cells is mainly dependent on the activation of apoptosis. Recently, the viral
accessory protein 7a has been found to be able to induce apoptosis via caspase-
dependent pathway [24]. However, it is still not clear whether apoptosis is required
for release of virions by infected cells, and whether preventing apoptotic cell death
could modify the efficiency and/or kinetics of virus replication.

In this study, we investigated whether inhibition of cell apoptosis would affect
CPE appearance, as well as kinetics and extent of virus progeny production
and/or release in Vero cells infected with SARS-CoV. To this aim, a Vero cell
line that expresses Bcl-2- was obtained by transfecting Vero cells with the expres-
sion vector pEFbcl-2 (carring the human bcl-2 gene, kindly provided by Susan
Cory, University of Melbourne, Australia) using the Lipofectin reagent (Gibco,
Invitrogen Corporation, Carlsbad, Ca, USA); bulk transfectants were selected
in the presence of 1 mg/ml G418 (Gibco, Invitrogen Corporation, Carlsbad, Ca,
USA). The control vector pEFneo was used to establish a control cell line. Ex-
pression of the transfected gene was stable after passaging these cells several
times. Before study initiation, cells were grown for three weeks in the presence
of G418, and Bcl-2 expression was confirmed by immunohistochemical staining
and western blot analysis.

The Tor2 isolate of SARS-CoV (kindly provided by National Microbiol-
ogy Laboratory, Public Health Agency of Canada) was used. To synchronize
virus replication in the majority of cells, a high multiplicity of infection (MOI:
tissue culture infectious doses (TCIDsp)/cell) of 10 was used, simulating con-
ditions of a single replication cycle. Mock-infected neo- and bcl-2-Vero cells
were used as control cultures. In a parallel series of experiments, infection was
carried out in neo-Vero cells that were treated with 20 uM of the pan-caspase
inhibitor Z-VAD-FMK (Sigma-Aldrich, St. Louis, MO, USA) after the absorption
phase.



Apoptosis and SARS-CoV replication 371

Virus titration was performed by limiting dilution assay, using 10-fold serial
dilutions. Both supernatants and cells lysates, obtained after 3 cycles of freeze-
thawing followed by centrifugation, were used. CPE was detected after 5 days of
infection, and titers were calculated according to the Reed and Muench formula
[7].

Viral nucleic acids were extracted from either supernatants or cell lysates,
using the NucliSens Isolation Reagents (NucliSensTM, Biomérieux, Hazelwood,
MI, USA). Viral RNA was measured by real-time PCR, using the Real Art HPA-
Coronavirus LightCycler RT PCR Reagents Assay (Artus GmbH, Hamburg,
Germany) targeting the Pol gene, on the LightCycler instrument (Roche Diag-
nostics, Mannheim, Germany). Viral RNA concentration was calculated from a
standard curve based on four external positive controls included in the kit. The
kit included also a second heterologous amplification target as an internal control,
based on a synthetic RNA oligonucleotide, also used for other Artus real time
based kits [16], whose sequence is not publicly available.

For western blot analysis, cells were homogenized with lysis buffer (50 mM
Tris-HCI [pH 8] containing 120mM NaCl, 0.2mM EDTA, 1% NONIDET/
IGEPAL and protease inhibitor cocktail). Forty jLg of protein extracts were run on
10% SDS-PAGE, in 25 mM Tris, 192 mM Glycine and 0.1% SDS, and electroblot-
ted onto nitrocellulose membrane overnight at 4 °C. Bcl-2, poly-(ADP-ribose)-
polymerase (PARP) and caspase-8 bands were detected using rabbit polyclonal
antisera specific for Bcl-2 (Abcam, Cambrige, UK) and PARP (Cell Signalling,
Beverly, MA, USA), or with mouse monoclonal antibody (MAb) for caspase-8
(Cell Signalling). Tubulin expression was evaluated as an internal control, using
mouse monoclonal antiserum specific for a-tubulin (Sigma-Aldrich, St. Louis,
MO, USA). A secondary horseradish peroxidase-conjugated goat anti-mouse or
anti-rabbit antibody (Bio-Rad Laboratories, Hercules, CA, USA) was used as
appropriate to bind primary antibodies. The signal was developed using the
ECL chemiluminescence detection system (Amersham Biosciences, Uppsala,
Sweden).

Cells were fixed in 4% paraformaldehyde for 20 min. at room temperature and
permeabilized with 0.1% Triton-X-100 in PBS for 20 min, then washed with PBS.
Endogenous peroxidase activity was inhibited using 3% H;O», and non-specific
binding was blocked by incubating the cells with 5% BSA in PBS for 20 min.
Immunocytochemical staining was performed with rabbit antiserum specific for
Bcl-2 (Abcam) and biotinylated goat anti-rabbit IgG. The immunoreaction prod-
uct was detected using 3,3’-diaminobenzidine as chromogen substrate (Sigma-
Aldrich) and 0.01% H»O,. The cells were counterstained in Mayer’s acid hemalum.

The detection of hypodiploid cells was based on propidium iodide staining
techniques. Briefly, cells were detached by trypsinization and centrifuged; pellets
were washed and fixed with 4% paraformaldehyde. After further washing, pellets
were incubated with 100 pg/ml RNAsin (Promega, Madison, WI) for 20 min.
at room temperature and stained with propidium iodide (50 pg/ml) for 20 min.
Analysis was performed by flow cytometry using a FACScan Flow Cytometer
(Becton-Dickinson, Franklin Lakes, NJ) with detection at 565 and 605 nm [18].



Fig. 1. Bcl-2 expression and SARS-CoV-induced CPE in transfected Vero cells. a, b)

Immunochemical staining of Bcl-2 protein in Vero cells transfected with either control neo-

(a) or bcl-2-plasmid (b). Insert: western blot analysis of Bcl-2 expression in neo-Vero cells

(1) and bcl-2-Vero cells (2). c—f) CPE appearance at 24 h.p.i. and 48 h.p.i. in reo- (¢ and e)
and in bcl-2-Vero cells (d and f). One representative experiment is shown
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Apoptosis was detected using the “In situ cell death detection kit” (Roche
Diagnostics), based on the TUNEL (TdT-mediate d-UTP-biotin Nick End Label-
ing) assay, specific for labelling of cells with DNA breaks. Analysis was performed
by flow cytometry at 517 nm. For each sample, 10,000 events were acquired.

Each experimental point was run in duplicate, and representative results of at
least three independent experiments are shown, unless otherwise specified. The
statistical significance of the observed differences was evaluated by Student’s
t-test.

Our results confirm that pEFbcl-2-transfected Vero (bcl-2-Vero), and not
pEFneo-transfected Vero (neo-Vero) cells, express Bcl-2 (Fig. 1a and b). Under
single replication cycle conditions, neo-Vero cells started to show CPE from
20h.p.i., and at 24 h.p.i. almost the entire monolayer was affected (Fig. 1c),
progressing toward complete shrinkage and rounding of the cells at 48 h.p.i. In
bcl-2-Vero cells CPE onset was delayed, with only part of the monolayer affected
at24 h.p.i. (Fig. 1d); however, from 48 h.p.i. onward, the extent of CPE was similar
to that observed in neo-Vero cells (Fig. 1e and f).

The number of hypodiploid cells in neo-Vero cultures started to increase at
48 h.p.i., 1.e. after CPE became evident (20 h.p.1.). The proportion of hypodiploid
cells was lower in Bcl-2-expressing cells, remaining in the range of uninfected
cells throughout entire observation period (Fig. 2a). The reduction was highly
significant at 72 h.p.i. (34.4% of hypodiploid cells in neo-Vero cells vs 8.7% in
bcl-2-Vero cells; p = 0.008). Consistently, the frequency of TUNEL-positive cells
was reduced to background levels in bcl-2-Vero cells (25% in neo-Vero cells vs
9% in bcl-2-Vero cells at 48 h.p.i.) (Fig. 2b). The exposure of SARS-CoV infected
cells to Z-VAD-FMK completely prevented apoptosis (not shown). Cleavage
products of both PARP, a well known caspase-3 substrate, and procaspase-8, were
detected in SARS-CoV infected neo-Vero cells, and were partially prevented in
bcl-2-Vero cells at 72 h.p.i. (Fig. 2¢). These findings support the hypothesis that
apoptosis is triggered by a caspase-dependent mechanism in our system.

Figure 3 shows the time course of infectious virus progeny production, either
released in the supernatant or remaining cell-associated, in neo- and bcl-2-Vero
cells cultures. During the logarithmic phase of viral replication (with a peak at
16 h.p.i. that was sustained to 24 h.p.i.), cell-associated infectivity was higher
than that released in the supernatants in both culture systems. At 48 h.p.i., the
proportion of cell-associated and released virus was similar, and at 72 h.p.i., the
proportion was reversed. Interestingly, the time course and the extent of viral
progeny production, as well as the proportion of cell-associated vs shed virus,
was super-imposable for bcl-2- and neo-Vero cell cultures (Fig. 3), as well as
in neo-Vero cells exposed to Z-VAD-FMK (not shown). RNA accumulation in
cell pellets and shed in supernatants was parallel to that of viral infectivity (not
shown), and did not significantly differ in bcl-2- and neo-Vero cell cultures.

Taken together, our results show that, in SARS-CoV-infected Vero cells, Bcl-2
expression delayed CPE appearance, abrogated apoptosis, and partially prevented
cleavage of both PARP and procaspase 8. These results indicate that in SARS-
CoV-infected Vero cells, apoptosis is mediated mainly by the caspase pathway.
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Fig.2. Apoptosisinduction by SARS-CoV. a) Hypodiploid cells (as determined by propidium
iodide staining) during SARS-CoV infection: (—) neo-Vero cells; (—&—) bcl-2-Vero cells
infected with SARS-CoV; (—1) mock-infected neo-Verocells; (—/—) mock-infected bcl-2-

Vero cells. Results are espressed as the % hypodiploid cells (mean + SD out
experiments). *p=0.008 b) FACScan analysis of TUNEL. Results of

of 4 independent
a representative

experiment are shown (48 h.p.i.). ¢) Western Blot analysis of Bcl-2, PARP and procaspase-8
cleavage in neo- and bcl-2-Vero cells. I) Bcl-2; IT) PARP; I1]) procaspase-8; V) tubulin. Lanes:
(1 and 2) mock-infected neo- and bcl-2-Vero cells, respectively; (3—8) SARS-CoV-infected
cells, i.e.: (3) neo-Vero cells, 24 h.p.i.; (4) bcl-2-Vero cells 24 h.p.i; (5) neo-Vero cells, 48 h.p.i.;

(6) bcl-2-Vero cells 48 h.p.i; (7) neo-Vero cells, 72 h.p.i.; (8) bcl-2-Vero

cells 72 h.p.i.
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Fig. 3. Time course of either released (—O—) or cell-associated (—&—) infectious virus
yield: a) neo-Vero cells, b) bcl-2-Vero cells. Results are expressed as a mean = SD from
6 independent experiments

However, apoptosis appears to be a late phenomenon compared with completion
of the virus replication cycle. This finding, together with the fact that the inhibition
of apoptosis does not alter both kinetics, extent and release of virus progeny from
cells, would imply that apoptosis is not involved in facilitating viral release and/or
dissemination in SARS-CoV-infected Vero cells.

Although it is not possible to establish whether SARS-CoV-driven apo-
ptosis is a direct consequence of the virus replication, or is mediated by indirect
mechanisms, such as the release of pro-apoptotic cytokines, our data can have
pathogenetic relevance, since it is likely that the induction of apoptosis is one of
the mechanisms involved in the diseased tissue alterations in SARS patients.
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